Effect of nutrient concentration in culturing three isolates of the mosquito fungal pathogen, Lagenidium giganteum (Oomycetes: Lagenidiales), on sunflower seed extract. by American Mosquito Control Association
r96 J. Av. Mosq. CoNrRoL Assoc. Vor , .2 ,  No.  2
EFFECT OF NUTRIENT CONCENTRATION IN CULTURING
THREE ISOLATES OF THE MOSQUITO FUNGAL PATHOGEN,
LAGENIDIU M GIGANTEUM (OOMYCETES: LAGENIDIALES), ON
SUNFLOWER SEED EXTRACT1
D. R. GUZMAN rNo R. C.  AXTELL
Department of Entomology, North Carolina State University, Raleigh, NC 27695-7613
ABSTRACT. The requirements for soluble protein concentration in sunflower seed extract (SFE) cultures
were similar for 3 isolates of Lagenidium giganteum from North Carolina, Louisiana and California. Sunflower
seed extract agar containing soluble protein in the range of 1.0 to 4.0 mg/ml was satisfactory for high levels of
zoospore production. It is recommended that the protein concenrration be 2.0 mg/ml for both SFE agar and
liquid SFE culturing media, and the protein assay be with the Bradford method using bovine serum albirmin as
the standard.
INTRODUCTION
The fungus Lagenidium giganteum Couch is a
potential biological control agent for mosquito
larvae (see review by McCray lg85). Jaronski
and Axtell (1984) described a procedure for
mass culturing the vegetative phase of L. gigan-
teum on sunflower seed extract (SFE) having a
soluble protein content of I mg/ml. Under
proper conditions, the SFE culture system is
suitable for the production of high yields of
infective zoospores.
Further work with L. giganteum culturing in
SFE indicated that nutrient concentration in
SFE may not be as critical for induction of
zoosporogenesis as previously considered. The
present experiments were conducted to deter-
mine the range of nutrient concentration in
SFE that is suitable for zoospore induction and
compatible with the production system. Soluble
protein concentration is used as an indicator of
nutrient concentration in SFE (faronski and
Axtell 1984); therefore, 3 commonly used pro-
tein assays (Bradford, Lowry and Biuret) were
evaluated to select the most simple and accurate
assay for protein determination in SFE.
The SFE procedure was originally developed
using a North Carolina (NC) isolate of L. gigan-
teurn. The NC isolate and 2 other isolates.
California (CA) and Louisiana (LA), were eval-
uated in this study for their ability to produce
zoospores and infect mosquito larvae after
prolonged culturing on SFE without cycling
through a host.
MATERIAL AND METHODS
The CA and LA isolates were obtained from
J. Lord, Boyce Thompson Institute, Ithaca, Ny
and the NC isolate from A. Domnas. Universitv
of North Carolina, Chapel Hill, NC. All 3 iso-
lates were cultured on SFE liquid media for ca.
6 months in our laboratory.
Pnorrrx coNcENTRATIoN DETERMINATIoNs-
Soluble protein concentration in SFE prepared
by the procedure described by Jaronski and
Axtell (1984) was determined by the Lowry
(Lowry et al. l95l), Bradford (Bradford 1976;
Bio-Rad Chemical Division, 2200 Wright Ave-
nue, Richmond, CA 94804) and Biuret (Henry
1974, Fisher Scientific Catalog No. SBSl-500)
methods. Standard curves were determined
using bovine serum albumin (BSA) or lysozyme
(LYS) protein solutions. Protein concentration
was determined on freshly prepared, unfiltered
SFE. Since the initial protein concentration was
too high for the sensitivity ofthe protein assays,
the  SFE was d i lu ted  appropr ia te ly  w i th
deionized water prior to the analyses. Protein
determinations were conducted at least in trip-
licate for each SFE sample and standard so-
lutions, At least 5 concentrations of standard
protein solution were used to construct the
standard curves. Protein determinations were
conducted on extracts prepared from 4 batches
of sunflower seeds obtained from different
food stores in Raleigh, NC.
SFE sor-rn cuLTURE AssAys. Each of the 3
isolates of L. giganteu,?x was grown in liquid SFE
(l mg/ml soluble protein determined by Brad-
ford assay using BSA as standard) for I week.
One ml aliquots from this culture were trans-
ferred to 100 mm diam petri dishes containing
ca. l0 ml of SFE agar of various protein con-
centrat ions (0.2, 0.5, 1.0, 2.0, 4.0 and 8.0
mg/ml). These plates were stored in air tight
plastic bags for 4, 8 and 12 days at l5oC prior to
conducting the assays. Three different assays
were conducted to determine the effect of nu-
trient concentration on zoosporogenesis: vesicle
counts, zoospore counts and infectivity rates.
For each isolate, one plate from each concen-
tration and storage period was assayed by each
method and data from the 3 storage periods
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were pooled for statistical analysis to determine
significant differences due to protein concen-
tration.
Vesrclr couNTS. One 200 mm2 culture disk
was removed from the center of each culture
plate and immersed in 20 ml of deionized
water. After 6 hr. each disk was removed from
the water, and observed at l00x magnification
with a compound microscope. The number of
mature vesicles (vesicles in which zoospores
were clearly differentiated) per field of view
(3.14 mm' ) was recorded. Five counts were
conducted on each disk and then the disks were
replaced in the water. Vesicle counts were again
conducted at 8, 13, 18, 28, 38, 48 and 58 hr
postimmersion on each disk. As vesicle forma-
tion intervals and peaks varied among the pro-
tein concentrations, the number of vesicles was
plotted with respect to time interval for each
disk and the area under the resulting curve was
calculated. The areas were used as a relative
measurement of total number of vesicles
formed from each disk.
Zoosponn couNTs. Agar disks (200 mm' )
were immersed in sterile deionized water as de-
scribed above. One-ml samples were removed
at similar intervals as for the vesicle-count as-
says, and immediately spread on peptone-
yeast-glucose (PYG) agar plates (100 mm diam).
The zoospores present in these samples en-
cysted, germinated, and produced hyphae after
A- l0 hr in the PYG plates. Each plate was then
observed using a compound microscope and
the number of germinated zoospores were
counted in 20 fields (3.14 mm' ) to determine
the mean number of zoospores per field. The
procedure was conducted 6, 8, 18, 28, 38, 48
and 58 hr after immersion of the disk in the
water. As with the vesicle counts. the total
number of zoospores per field was determined
from the area under the curve of number of
zoospores versus time. From these data, the
number of zoospores per plate was calculated.
INrncrrvrrv nRrns. Bioassays with mosquito
larvae were used to verify the infectivity of l.
giganteum zoospores. The bioassay unit con-
sisted of 100 ml of deionized water and 25
second- or third-instar larvae (4-5 mm/long) of
Culex quinquefasciatus Say in white plastic cups (9
cm diam x 5 cm height).  One 20 mm2 disk of
CA isolate or three 200 mm2 disks of NC and
LA isolates were placed in the water with the
larvae. The different amounts were used be-
cause in preliminary experiments the CA iso-
late exhibited ca. l0-fold rate of infection com-
pared to the NC and LA isolates. Larvae were
fed daily with 0.25 ml of liver powder suspen-
sion (35 mg/ml). Daily infectivity was recorded
by removing dead larvae from the cups and
inspecting them for fungal infection. All assays
were conducted at room temPerature (2G-
27'C).
SFE r-rquIo cuLTURE AssAys. The three iso-
lates of t. giganteum were cultured in liquid SFE
with 0.2, 2.0 and 5.0 mg/ml soluble protein, for
I week, and then transferred to agar plates (2.0
mg/ml protein) as described previously. These
plates were stored at l5"C for 4 days and then
assayed for their ability to produce vesicles
(vesicle counts), and infect Cx. quinquefascinttu
larvae. Four plates of each isolate were assayed
for each protein concentration. Vesicle counts
and bioassays with larvae were performed as
described previously for the solid culture as-
says.
Srarrsucel ANALvsES. Analysis of variance
was performed on the data to determine overall
treatment differences. The data for the solid
agar assays were analyzed as a completely ran-
domized block design (block-storage period) to
remove variability due to storage from the
analysis since it was not of interest. The liquid
culture data was analyzed as a completely ran-
domized design with four replicates (plates). If
significant differences were present, individual
treatment mean comparisons were conducted
using the protected Least Significant Difference
test (Steele and Torrie 1980, p. 173).
RESULTS
Pnorrrx coNcENTRATIoN DETERMTNATIoNS.
There were no significant differences in pro-
tein concentration in SFE made from 4 dif-
ferent batches of seed. There were, however,
significant differences in the protein concen-
trations determined by different assay methods
and standards (Table l). The Bradford assay
was the most simple and least time-consuming
procedure. The increase in turbidity after ad-
ding reagents was slight and did not interfere
with the assay. Protein concentration in SFE
using this method was 10. I mg/ml using BSA as
s tandard  so lu t ion  and 2 .5  mg/ml  when
Iysozyme was the standard. The Lowry assay
resulted in turbidity interference when the re-
agents were added but a correction factor could
be used since the turbidity effects were additive.
With this assay, protein concentration in SFE
was 14.9 mg/ml using BSA as a standard and
9.1 mg/ml when lysozyme was the standard.
Data obtained with the Biuret method are not
presented because there was extensive turbidity
which made the results unreliable and the
method not suitable for measuring protein con-
centration in SFE.
SFE sor-Io cuLTURE ASSAYS. Table 2 shows a
summary of the results of the 3 assay methods
with L. giganteum grown on SFE agar with dif-
ferent concentrations of soluble protein. There
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Table L Soluble protein concentration in unfiltered sunflower seed extract (SFE) analyzed by the Bradford
and Lowry procedures using bovine serum albumin (BSA) or lysozyme (LYS) as standard solutions.
"-a. t .  , -gr-)
per seed batcha
Procedure Standard
Bradford
Lowry
10.6b
2.4a
l 5 . l c
9 .76b
r0 .7b
3.6a
14.8c
9.9b
9.5b
1 . 7  a
14.9c
8.4b
9.6b
2 . l a
14.7 c
8 .2b
1 0 .  l b
2 .5a
14.9c
9 . 1 b
BSA
LYS
BSA
LYS
u Each value is mean of 3 samples of SFE, 3 assays per sample. Within each column, values followed by the
same letter were not significantly different (Protected LSD, P: 0.05). For each assay method and standard, the
protein concentrations among the 4 batches of seed were not significantly different (Protecte& LSD, P : 0.05),
were significant differences (ANOVA, P :
0.01) in vesicle formation by the 3 isolates in
plates of different protein concentration. Low-
est vesicle formation by the CA and NC isolates
occurred from plates with 0.2 mg/ml while for
the LA isolate it was lowest in plares with 8.0
mg/ml protein. Highest vesicle formation by the
CA isolate occurred on plates with 4.0 mg/ml
protein, by the LA isolate with 2.0 and 4.0
mg/ml, and by the NC isolate with 1.0 and 2.0
mg/ml.
There were significant differences in the rel-
ative number of zoospores produced by the 3
isolates reared in SFE agar of different protein
concentration. Zoosporogenesis data correlated
closely with vesicle counrs (r : 0.975, 0.987 and
0.935 for the CA, LA and NC isolates, re-
spectively). The highest number of zoospores
produced by the CA isolate occurred on plates
with 4.0 mg/ml protein, by the LA isolate with
2.0 and 4.0 mg/ml and by the NC isolate with
2.0 mg/ml. There were significant differences
(ANOVA, P : 0.01) in the percent mortality of
Cx. quinquefascintus larvae after exposure to the
3 isolates which had been cultured in SFE agar
of varying protein concentration. Highest per-
cent infections by the CA isolate occurred with
the isolate cultured on SFE containing 1.0, 2.0
and 4.0 mg/ml protein. With the LA isolate
highest infections were with 0.5, 1.0, 2.0, and
4.0 mg/ml; highest for the NC isolate was with
1.0 mg/ml.
SFE lrquro cuLTURE ASSAys. There were sig-
nificant differences (ANOVA, P : 0.01) in the
number of vesicles produced after culturing in
liquid SFE containing different prorein con-
centrations. In all 3 isolates, no significant dif-
ferences (P : 0.05) were detected on percent
mortality of Cx. quinqtefasciatus larvae (Table 3).
Highest vesicle formation by the CA and NC
isolates occurred when the liquid phase SFE
contained 2.0 mg/ml protein. No difference was
observed in vesicle numtrers of the LA isolate
after culturing in liquid media with 0.2 and 2.0
mg/ml protein but a significant reduction oc-
curred after culturing in media with 5.0 mg/ml.
DISCUSSION
Nutrient concentration, expressed as soluble
protein concentration, in SFE agar culturing
medium had an overall significant effect on the
Table 2. Effect of protein concentration of SFE agar medium on the ability of 3 isolates of Lagenidiwn
giganteum to produce vesicles, zd)spores and infect Culex quinquefasciatus larvae.
Protein
Concn.
(mg/ml)
Mean no. vesicles
per agar plate 1x 104;..b
Mean no. zoospores
per agar plate (x 106)",b
Percent mortality
of larvaa'"
NCNCLACAN CLACA CA
0.2
0.5
1 .0
2.0
4.0
8.0
5.80a 6.93ab 2l. l3a
12.75a l9.49bc 34.17a
54.20b 3 l.26cd 92.64c
62.98b 38.9Id 93.84c
92.32c 42.89d 77.91b
56.57b 0.18a 34.30ab
1.73a 0.33a 0.46a
3.84a 0.70ab 1.46b
8.39ab l .00ab 2.87bc
l0.38ab 1.27b 3.32c
15.52d 1.65b 2.42bc
I 1.99b 0.04a I .87tr
62.9a 24.9a 22.1a
8 l .2ab 57 .7b 36.6ba
94.7b 62.7b 52.2c
93.7b 67.4b 38.8ba
94.7b 53.9b 38.9ba
87.5b 28.6a 2O.4a
a Means followed by the same letter within a column were not significantly different (Protected LSD,
P : 0 . 0 5 ) .
b Three plates per concentrate per isolate.
'Larvae exposed to 20 mm2 agar disk from culture of CA or 600 mm2 of LA and NC, 3 cups per
concentration per isolate.
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2.0
5.0
Table 3. Effect of protein concentration in SFE
liquid medium on the ability of Lagenidiurn giganteum
to produce zoospores and infect CuLex quinquefasciatus
larvae after subsequent culture on SFE agar plates.
Protein
Concn.
(mg/ml)
39.04a 29.62a 47.94a 94.1a 78.0a 55.0a
58.16c  29 .56a 72 .63b 96 .1a  85 .0a  62 .0a
49.77b 17.02b 47.32a 96.0a 75.0a 62.0a
u Within a column, means followed by the same
letter were not significantly different (protected LSD,
P = 0.05).
b Larvae exposed to 20 mm2 agar disk from CA
culture or 600 mm2 of LA and NC, four cups per
concentration for each isolate.
ability of the 3 isolates of L. giganteunx to pro-
duce vesicles and zoospores. Although there
were differences among the 3 isolates, the
higher levels of vesicle formation and zoospore
production occurred for all the isolates cultured
in SFE agar with the protein concentration 1.0
to 4.0 mg/ml. For the CA isolate, vesicle forma-
tion and zoospore production were also high
with the protein concentration 8.0 mg/ml al-
though the vesicle formation was less than at 4.0
mg/ml. Therefore, the protein concentration
was not as critical as previously thought. Mi-
croscopic examination revealed reduced myce-
lial growth and sporangial formation in the less
concentrated SFE agar plates (0.2 and 0.5
mg/ml protein). At higher concentrat ions,
mycelial growth was vigorous and fungal
sporangia were densely packed on the agar
medium. These observations suggest that zoos-
porogenesis levels were in part a function of the
amount of vegetative growth present on the
plates. The production of zoospores at all pro-
tein concenrations indicate that the appropri-
ate sterols (Domnas et al. 1977) required for
zoosporogenesis were present. With the bioas-
say method used, the optimal protein level for
larval infection was 1.0 mg/ml for the NC isolate
but for the CA and LA isolates, there were onlv
slight differences in the infectivity in the range
of 0.5 to 8.0 mg/ml and 0.5 to 4.0 mg/ml, re-
spectively.
The lower levels of zoosporogenesis and in-
fectivity at the highest protein concentration
(most apparent with the LA isolate) in the SFE
agar plates suggest an inhibitory mechanism
was present, since there was an abundance of
mycelia and sporangia on the agar. Jaronski et
al. (1983) indicated that repressor compounds
may exist in the medium which at high concen-
t r a t i o n s  m a y  c a u s e  i n h i b i t i o n  o f  z o o s -
porogenesis. The nature of these compounds is
Mean no. vesicles
per agar Percent mortality
plate 1x lOa)"  of  larvae"b
CA LA NC CA LA NC
unknown although recent studies (Lord and
Roberts 1985) indicate that certain organic
compounds (sugars, amino acids and peptides)
can inhibit zoosporogenesis. The 3 isolates ofl.
giganteum in this experiment responded simi-
larly to nutrient concentration in SFE. The LA
isolate was particularly sensitive to the 8.0
mg/ml protein level. At this concentration, low
vesicle formation rates and zoospore densities
were observed. Infection of Cx. quinquefasciatus
larvae occurred, nevertheless, and the further
dilution rate in the larval bioassay (100 ml) rel-
at ive to the vesicle-count assay and zoos-
porogenesis assay (20 ml) could have accounted
for these results. Jaronski et al. (1983) observed
increased zoosporogenesis rates with increasing
water volume in similar assays.
Domnas et al.  (1982) have shown that in-
creasing concentrations of nutrients in liquid
media improved mycelial yields, but repressed
zoospore output in the NC isolate of L. gigan-
teim. Similar observations have been more re-
cently reported by Lord and Roberts (1985)
with other isolates including the CA and LA
isolates. In our experiments using SFE agar,
there was a proportional increase in zoospore
output with increasing vegetative development
up to a certain level (ca. 8.0 mg/ml) when the
opposite trend became evident. In our experi-
ment using liquid SFE with 3 protein concen-
trations, vesicle formation was lower with the
protein concentration 5.0 mg/ml than with 2.0
mg/ml and zoospore yield was probably af-
fected in the same way. However, the dif-
ferences in vesical formation (and presumably
zoospore production) with different protein
concentrations did not result in any significant
differences in larval mortalities in the bioassay.
Sunflower seeds contain 15 to 207o protein
(Dorrell l98l). These values correspond to ap-
proximately 1.5 to 2.0 gms of protein per 200
ml of SFE broth produced following the proce-
dure of Jaronski and Axtell (1984). This is
equivalent to 7.5 to 10.0 mg/ml protein con-
centration. This value corresponds to the mea-
surements of protein obtained using the Brad-
ford assay (with the BSA standard) and the
Lowry assay (with the lysozyme standard). The
Bradford assay underestimated protein con-
centration when used with the lysozyme stan-
dard while the Lowry assay overestimated pro-
tein concentration when used with the BSA
standard.
Based on these data, culturing of L. giganteum
on SFE agar fol lowing the procedure by
Jaronski and Axtel l  (1984) may be in SFE con-
taining soluble protein in the range of 1.0 to 4.0
mg/ml. The optimal protein concentration for
different isolates may vary within that range.
We recommend that the protein level for both
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the solid phase (SFE agar) and the liquid SFE
phase be 2.0 mg/ml. The protein concentration
should be measured using the Bradford assay
and BSA as the protein standard.
References Cited
Bradford, M. M. 1976. A rapid and sensitive method
for quantitation of microgram quantities of protein
utilizing the principle of protein-dye binding. Anal.
Biochem. 72:248-254.
Domnas, A.J. ,  S.  M. Fagan and S. T.  Jaronski .  1982.
Factors influencing zoospore production in liquid
cultures of Lagenidiurn giganteum (Oomycetes,
Lagenidiales). Mycologia 7 4:820-825.
Domnas, A.  J. ,  J .  P.  Sebro and B.  F.  Hicks.  1977.
Sterol requirement for zoospore formation in the
mosquito parasitizing fungus Lagenidium giganteum.
Mycologia 69:87S-886.
Dorrell, D. G. 1981. Sunflower Heli.anthus annus. In:
CRC handbook of biosolar resources, Vol. lI. Re-
source materials, O. K. Zaborsky, (Ed.), CRC Press,
Boca Raton Florida.
Henry, R. J. 1974. Clinical chemistry, principles and
techniques. Harper and Row, New York, p.415.
Jaronski, S. T. and R. C. Axtell. 1984. Simplified
production system for the fungus Lagenidium
giganteum for operational mosquito control, Mosq.
News 43:42-45.
Jaronski, S., R. C. Axtell, S. M. Fagan and A. J. Dom-
nas. 1983. In vitro production of zoospores by the
mosquito pathogen lngenidium giganteum (Oomy-
cetes: Lagenidiales) on solid media. J. Invertebr.
Pathol. 4l:305-309.
Lord,J. C. and D. W. Roberts. 1985. Effects of salin-
ity, pH, organic solutes, anaerobic conditions and
the presence of other microbes on production and
survival of Lagenid.iutn giganteum (Oomycetes,
Lagenidia les)  zoospores.  J.  Invertebr.  Pathol .
45 :33  l - 338 .
Lowry, O. H., N.J. Rosebrough, A. L. Farr and R. J.
Randall. 1951. Protein measurement with the folin
phenol reagent. J. Biol. Chem. 193:265.
McCray, E. M. 1985. l,aganidium giganteun (Fungi), p.
87-98. In: Biological control of mosquitoes. Bul.
No. 6, Am. Mosq. Control Assoc., Fresno, CA.
Steele, R. G. D. andJ. H. Torrie. 1980. Principles and
procedures of statistics, Second edition. McGraw-
Hill Book Co., New York, 633 pp.
MID.ATLANTIC MOSOUITO CONTROL ASSOCIATION
Vector Control Branch/NCDHR, Bor 2091, Ralclgh, NC 27002-2091
oFFrc€e8
Prt t t nt: S. R, Joxph ( nn.poll3, nO)
Vlc. Pr'',Lt nt: t. G. Htrtt (Ch.rl..bn, 8C,
Src.-rr0r... N, H. N.ulon (Ral.lgh, ilC)
h.rd ol Utacfm/tr.:
C. W. lurlon (Wd Ylrglnl.)
[. Shocb.t (Vltllnh)
il, il.trn (l{or0 C.rolln.)
P, Wdght (gouth ClFllnrl
J. H. C.rt.? (O.o?gl.)
R, Bory (m.rylrnd)
C., J. St ch.cld (D.lrr!r.)
'Sutlrrnrng nam!f,,'';
Abbotl L.bor.brl.. cEt@ Equtpm.nt Co.
Amailc|n C)an.mld Haljta Ch.]dcal Co.
AROCO Indutlrtaa, Inc. l.C.l, Am.rlcrr
B..comlal Syatana, Inc. Panlct Co4|orroon
Bloch.m Product Pr.ntlra Drug e Chamlc.l Co.
CES3CO, Inc, sm.ll.y Erc.v.tora, Inc.
Ch.vron Ch.mlcll Co. South.rn trlll Craak pro{tuctt
Wm. F. Sfblhour.t
Sumnll Ch.mb.l Co,
ULV Equlp. & Ch.mlc.l Go., lm.
Y.clo? ltlnagcmanl, lnc.
V.clor 8updy, lnc.
Zoacon Indulid..
Tho 1lth Annual Mo€ting of MAMCA wilt be hald in Annapolis, MD on Feb. 26-2A. 1996.
